[Comparison of immunofluorescence cytochemical staining results in frozen sections of different-thickness neurospheres].
Objective To explore the optimal frozen section thickness of neurospheres for immunofluorescence cytochemical staining. Methods We selected the neurospheres of 10-12-day suspension culture to make frozen sections of varying thickness: 4, 7 and 10 μm, and then performed immunofluorescent staining to compare the expression and location of nestin. Results The diameters of the neurospheres cultured for 10-12 days were among 200-250 μm. The neurospheres were in a good condition and had a strong refractivity. The cells were spherical in shape, with burrs in the peripheral area. Practically, it was hard to make the 4 μm frozen sections which were wrapped around themselves easily. The advantages were that, their cells had a clear-cut structure, uniform staining and practical density, thus making it easier to calculate the cell number. The imaging was clear and the nuclei were distinct, too. It could be seen that much of the whole cytoplasm, with the nestins presenting positive staining, wrapped itself around the nuclei in which the DAPI also presented positive staining, and intercellular details could be observed meanwhile. Comparatively, the 7 μm frozen sections were not that hard to get. They were quite smooth and showed rather uniform staining. The cell number turned out to be larger than that of the 4 μm frozen sections, but the cell structure was not that clear-cut, so it was difficult to make an accurate estimate of the cell number. Besides, to be in full focus could not be achieved while using fluorescent photography. Hence, only part of the entire cell morphology could be seen. The frozen slice of 10 μm is relatively easy to make, the slice is flat, but did not have a clear-cut cell structure, either. There was a serious piling phenomenon and no clear imaging. Consequently, it was hard to see the complete cell morphology. Conclusion The 4 μm frozen sections of neurospheres are more conducive to the observation and analysis of immunofluorescent staining results than those of other thicknesses.